



































Real-Time PCR Roundtable

Tim Hunter: University of Vermont

INSTRUMENT(S): 7700 Sequence Detection System
SERVICES OFFERED: BADA, SNP, Relative and Absolute Quantitation, Enzyme
Kinetics

LEVEL OF SERVICE: Comprehensive (probe, primer design, RNA, DNase, RT-PCR
protocols, output analysis) Depends what level they buy
into. Three levels of service offered: Full, Self, 1/2 hr. rental
ASSAY DEVELOPMENT: SNP (BADA)-run first set in real-time to view multicomponent
Relative Quantitation-serially dilute sample and run target and
housekeeping gene to check PCR efficiencies. Plot ~Ct vs.
Sample log input. If slope is <0.1--perform Comp. Ct Method.

If slope is >.1, suggest Relative or Absolute quantitation.

One step vs. Two-step: User defined. One-step preferred
Charges: Full: $5.50/well (Facility provides reagents and labor)
Self: $4.00/well (Facility provides reagents and

consumables, no labor)
1/2 hr. rental: $15.00 ('support only)



TagMan ORDER FORM
VERMONT CANCER CENTER DNAANALYSISFACILITY

Date ordered Date needed
Ordered by Phone #

I nvestigator Budget #
e-mail address Budget End Date:
Target: Probe/Primer conc: default or
optimized Dye Quencher:

Target: Probe/Primer conc: default or
optimized Dye Quencher:

Target: Probe/Primer conc: default or
optimized Dye Quencher:

Target: Probe/Primer conc: default or
optimized Dye Quencher:

Endogen. control: Probe/Primer conc: default or
optimized Dye Quencher:

# Samples:

Triplicates: yes no___

Duplicates: yes no,

Mulitplex: yes no

Standard curve: yes no___ Sample name

Comp. Ct Method: yes no




Real-Time PCR Services
Trudeau Institute

o Core provides

— Training (no charge)

— Reagents (at cost - approx. $30/100 Rxns)

— Primer/Probe and Assay Design ($100/assay)

— Analysis Assistance (no charge)

— Equipment Maintenance and Support (no charge)
o User

— Performs Assays (Charge = $20/run)



New users can obtain information about “Tagman” procedures
and reagents from the MBCF webpage

Trudeau Institute
Molecular Biology Core Facility

Tagman Reagents

INTRODUCTION:
This webpage order form can be used to order Tagman supplies and reagents and to obfain Tagman information.

@ Taqman Assays are typically done by the user.

# There is a $20/un chargeback to cover the cost of a service confract, maintenance, ete.

@ The MBCF will provide fraining, supplies and reagents to get you started.

® The MECF has designed and validated (with the generous help of Steve Smiley, Jonathon Preall, Frank S zaba, Nancy Lepak and Tu-jin Jung)
a variety of Primer/Probe sets for quantitating mouse genes. These reagents are available from the MBCF for $30/100 reactions.

@ The MBCF will desizn any new prime probe sets that you require.

e Applied Binsystems has a munber of mouse PDAF. (Pre Developed Assay Feagent) Kits available. These are available on an imimediate basis,
but the initial ouflay of cash is substantial, $800 per 400 reactions and many of their kits also amplify genomic DNA.

@ The Tagman machine can also be used to quantitate very small quantities (0.01 - 1.0 ngful) of EMNA .

HOW TO OFDEER. TAQMAN FEAGEN TS /S TUPPLIES

# Please SELECT the proper choices below.

® Submit the form fo the MECF by clicking on the STTEMIT button at the bottom of the page. You should receive an e-mail confirmation of the
receipt of your order within 3 howrs. If this does not occur, please contact Scottie at Ext. 115 or Tim at Ext. 181.

@ There is a box at the bottom of the page for additional information or comments. IF YOUR NAME, efc. IS8 NOT ONE OF THE CHOICES,
use Other and fill in the information in the Additional InformationiComments box. The information will be added fo the wehform for your
next order.

Thank you for your cooperation.



A web based ordering
system is used.The user
fills out the form and the
order is emailed to the core

MAME: | SELECT i] alphabetically by first name

LABORATORY: [ SELECT i] alphabetically by last name

TELEPHONE EXTEMNSION: |

CHARGE TO GRANT #: |

REAGENT/SUPPLY/ AMOUNT REQUESTED:
PLEASE fill in the numbe: of each reagent/supply that you need.

[ 2X Mastermix (400 Reactionsialiquot)
[ Tubes (100 Tubes/Pkg)

[ Lids (96 Tubes/Pkg)

[ BImicroglobulin (100 Reactions/Aliguot) HEW
[ CIDMOL (100 Reactions/Aliquot)

[ ESAT-6 (100 Reactions/Aliguot) HEW
[ Flu A (100 Reactions/Aliquot)

[ Fgl-2 (100 Reactions/Aliquot)

[ GAPDH (100 Reactions/Aliquot)

[ GATA-3 (100 Reactions/Aliquot)

[ IFNy (100 Reactions/Aliquot)

[ IL-1b {100 Reactions/Aliquot)

[ IL-2 (100 Reactions/Aliquot)

[ IL-4 (100 Reactions/Aliquot)

IL-10 (100 Reactons/Aliguot)



The reagents can be viewed
to determine the status of
new primer/probe sets
under development.
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REAL-TIME PCR SERVICESAT
THE UNIVERSITY OF IOWA

«Core provides
—Training and advice (no charge)

—Access to primer and probe design software and
advice on its use (no charge)

—Analysis assistance (no charge)
—Access to the instrument ($25/run)*

eUser’ sresponsibilities
—Obtain necessary reagents and consumables

—Set up their own reactions--provide samplesin a
form that is ready to run on the instrument

*Fee is designed to cover the yearly service contract and the odd consumable necessary to keep the machine operational




|nvestigators are asked to first visit our web
site to obtain introductory infor mation about
real-time PCR
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Web site also contains infor mation on how
to use our service
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*Custom sample sheet created
for each user
*Provides information
about the chemistry used in
their reactionsto help us
set up the instrument
appropriately
*Provides information
needed to bill their account

sUser brings this sheet along
with their samples and the core
sets up and runs the instrument
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The Life Sciences Gonsortium

The Nucleic Acid Facility, Director Deborah S. Grove, Ph.D.

An ABI 7700 Sequence Detection System is available for Quantitative Real-Time
PCR. The NAF provides QRT-PCR starting with RNA or DNA.

o $4.50 a reaction starting with RNA (DNAse step included) and $3.60
starting with DNA. All reactions are set up in facility. Prices are
higher for non-University customers.

o $15 per plate run if set up yourself.
» Primer/Probe Design free for customers.

» Internal Housekeeping Genes available include 18S, GAPDH for a
variety of species, and Ribophosprotein (36B4), rodent and human.

e Turnaround time is 48 hrs to 5 days depending on number of genes
requested and number of samples already in the queue.

e See http://www.lsc.psu.edu/stf/naf/Quantitative.html for more information.



